WO 2005/049846 



1/26 



PCT/GB2004/004908 




Xhol 



RLl flanking 
sequences 




Xhol 



3. 



(RL l.dCM V-N AT-G FP) FRES 



Amp' 




SV40 Poly A 



Figure 1 



(123459; 



RL1 flanking 
sequences 




Anip f 



SV40 Poly A 
(125769) 



BEST AVAILABLE COPY 



WO 2005/049846 



2/26 



PCT/GB2004/004908 




Figure 2 



WO 2005/049846 



3/26 



PCT/GB2004/004908 




Figure 3 



WO 2005/049846 



4/26 



PCT/GB2004/004908 




^ Aflll digestion of minipreps 1-12 
* * 




Figure 4 



WO 2005/049846 



5/26 



PCT/GB2004/004908 




Figure 5 



WO 2005/049846 



6/26 



PCT/GB2004/004908 



RLl flanking 
sequences 



bp 

10K 
8K 



pCMV-NAT 
Remainder of fragment (3 . 8Kbp) — j 

(L) plasmid (10.2Kbp) 



Amp r 




SV40 Poly A 
(125769) 



Figure 6 



WO 2005/049846 



7/26 



PCT/GB2004/004908 




A 



B 



Co-transfect . 
BHK cells with I + HSV-1 DNA 
plasmid * 




c 



Purify virus 
I expressing GFP 




D 



E 



Figure 7 



WO 2005/049846 



PCT/GB2004/004908 



8/26 



Sail 




Amp r 



Digest with Xhol and SspL 
purify and blunt end the 
1 ,96Kbp fragment 



Sail 



RLl Flanking 
Sequences 



Amp r 



RLl Flanking 
Sequences 



Cla\ Bgai 




(RLl .dIRES-GFP* *) 



IRES 




SV40Po!yA 




Digest with BgHl 9 
blunt end and 
treat with CIP 



a Clone the blunt ended 
" pCMV-asSCCRO into BgUl 
digested/blunt ended/CIP 
treated RL 1 .dIRES-GFP 



(RLl .dCMV-asSCCRO- 
Amp r GFP> ( 1 1 .8Kbn> IRES 




RLl Flanking 
Sequences 



SV40 Polv A 



Figure 8 



WO 2005/049846 



9/26 



PCT/GB2004/004908 



RL1 Flanking 
Sequences 




Bgia 



Nnil 



Amp r 



(RL1 .dIRES-GFP) 

X2: 



IRES 




RLl Flanking 
Sequences 



SV40 PolyA 



Bglll digested/ 
blunt ended/ 
CIP treated 



10.2Kbp 




1.5K 




IK 



Figure 9 



WO 2005/049846 



10/26 



PCT/GB2004/004908 




Figure 10 



WO 2005/049846 



11/26 



PCT/GB2004/004908 




Figure 11 



WO 2005/049846 



12/26 



PCT/GB2004/004908 




Figure 12 



WO 2005/049846 



13/26 



PCT/GB2004/004908 



lKbp 
DNA 
ladder 




RLl Flanking 
Sequences 



(123459) 



(125292) 



Seal digested 

clone 11 ^ 

(12.2Kbp) 



Recombinant viral plaque 
expressing asSCCRO and 
GFP from the CMV 
promoter 




Amp' 



(RLl.dCMV-asSCCRO-GFP) 
(12.2 Kbp) 



IRES 



Seal 




(129403) 



HSV17 + DNA 

/ 

Co-transfect BHK cells in 60 mm dish with 
HSV1 T DNA and Seal digested clone 1 1. 



SV40 PolyA 
(125769) 



BHK cells 



HSV1716/CMV- 
asSCCRO/GFP Fraction 


Titre 


Combined 


1.2 x 10 10 pfu/ml 



Figure 13 



WO 2005/049846 



14/26 



PCT/GB2004/004908 





c 



8 
k 

3 




_ 8 



1 s s ? s 
/4iyqe!Ai|90o/ 0 



i — i 

u 
u 

CO 



oo 
in 



Figure 14 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/049846 



15/26 



PCT/GB2004/004908 




SUBSTITUTE SHEET (RULE 26) 



WO 2005/049846 



16/26 



PCT/GB2004/004908 





OO 



OO 



Figure 16 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/049846 



17/26 



PCT/GB2004/004908 







O 
O 



oo 



oo 



Figure 17 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/049846 



18/26 



PCT/GB2004/004908 




SUBSTITUTE SHEET (RULE 26) 



19/26 



PCT7GB2004/004908 





584 





1483 



Figure 19 



WO 2005/049846 



20/26 



PCT/GB2004/004908 




Figure 20 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/049846 



21/26 



PCT/GB2004/004908 




SUBSTITUTE SHEET (RULE 26) 



WO 2005/049846 



22/26 



PCT/GB2004/004908 



SEQ ID No. 01 



cgccgtacat tcgatgagga gccgraggag gaggggngag gectggagga csooaac atg €0 

Met 
I 

aac aag fcfcg aaa tea teg cagi aag gat aaa gtt cgt cag ttt atg ate 103 

&en Lye l*eu Lya Ser Ser Gins Lya Asp Lys Val Arg Gin Phe filet il© 

ttc aea eaa tet agt gaa. aaa aea gca gta agt tgt ctt -tat eaa aot 156 
Phe Thr Gin Ser Ser Glu Lye* Thr Ala Vol sec eye Leu Sor Gin fieri 
20 25 30 

gsc tgg aag tta gat gtt gc& aea gat aat ttt -ttc eaa aat cct gaa 204 
Asp Trp Lys Leu Asp val Maj Thr Asp Asa Phe Phe Gin Asn Pro Glu 
35 4«* " 45 

ett tat ata cga gag agt gtta* aaa gga tea ttg gae agg aag aag tta 252 
Leu Tyr lie Arg Glu Ser Val Lya Gly Ser Leu Asd Arg Lye Lye Lea 
50 55 €Q " 65 

gaa cag ctg tac aat aga tecs aaa gae cat caa gat gag aat aaa att 3 DO 

Glu Gin Leu Tyr Aen Arg Tyr Lys Asp Pro Gin Asn Glu Aen Lya He 
70 75 ftQ 

gga ata gat ggc ata cag eagi ttc tgt gat gae ctg gca etc gas cca 34a 
Gly tie Aep Gly lie Gin Glifc Ph© Cye Aep Asp Leu Ala Leu Asp Pro 



gee age att agt gtg ttg att att gca tgg aag etc aga gca oca ae» 336 
Ala Ser Tie Ser Val Leu lie 11c Ala Trp Lya Phe Arg Ala Ala Thr 
ICO 135 110 

cag tgo gag etc tec aaa cag gag ttc atg gat ggc atg aca gaa tta 144 

Gin eye Glu Pha ser Lya Gift Glu Phe Het Aep Gly Mat 3S*r Glu Leu 

115 120 125 

gga tgt gao ago ata gaa aaa ata aag gec cag ata ccc aag atg gaa 492 
Gly Cye Asp Ser He Glu Lys: Leu Lya Ala Gin Zle Pro Lys Mart (via 
130 115 1<50 145 

caa gaa ttg aaa gaa cca gga -aga ttt aag gat ttt tan cag ttt act 540 
Gin Glu Leu Lya Glu Pre- Sly Arg Phe Lya Aep Phe Tyr Gin Pha Thr 
150 " 155 ~ " wo 

ttt aat -ttt gca aag aat cca gga caa aaa gga tta gat eta gaa atg 539 
Pha Aan Pha Ala Lya Aaa Pre Gly Gin Lya Gly Leu Aep Leu Glu Hat 
165 170 175 

gee att gec tac tgg aac tta gtg ctt aat gga aga ttt aaa ttc tta 635 
Ala lie Ala Tyr Trp Aan Leu val Leu A»n Gly Arg Pha Lya Pha Leu 
180 18* 1*0 

gae tta t*jg aat aaa ttt ttg ttg gaa cat cat aaa ega tea ata eea 63$ 
Aep Leu Trp Aan Lya Phe Leu Leu Glu Die Kia Lya Arg Ser He Pre 
1SS 200 205 

aaa gae act tgg aat etc ett tta gae tte agt aeg atg att gea gat 732 
Lya Asp Thr Trp Aaa Leu Leu Leu Asp She Ser Thr Hat lie Ala Aan 
213 215 320 223 

gae atg tct aat tat gat gaa gaa gga gea tgg cct gtt ctt att gat 730 
Aap Met Ser Aan Tyr Aap Glu Glu Gly Ala Trp Pro Val Leu He Aan 
230 23b 240 

gee ttt gtg gaa ttt gca cgc cct cao att get ggg aca asa agt aca 328 
A*p Phe Val Glu Pha Ala Arg P*o Gin 21a Ala Gly Thr Lya Ser Thr 
245 250 235 

aca gtg tag eaetaaagga accttctaga atgtasstsg tctgtncaat 877 
Thr val • 

oaatacaaea gaaaattgea cagtcaattt etgetggctg g 9ig 

Figure 22a 
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SEQ ID No. 02 



Hefc Asn Ly© tea rya $er Ser G-ln Lye Asp Lye val Arg Gin Ehe Kefc 
* 5 10 IS 

lie- Phe *Chr Gin lint: Ser Glu L»y& Thr AIa Val Ser Cys Leu 6er Gift 
20 25 30 

Afcti Asp -Trp Lys Leu Asp Val Ala Thr Asp Aon Pfce Phe- Girt Abu Pro 
35 4 <l 45 

G*u Leu fy r xic Arq Glu Spr Val Lye <Jly Sre Lou A«p Ar? Lyo Lys 
50 55 60 

Lea Glu Gin Leu Tyr Asn Arg Tyr Lye Asp Pro Gin Asp Glu ten Ly* 
65 70 75 $0 

Il«= Gly lie Asp Gly rl& Gin G-ln Phfi Cy& A&p Asp Leu AlA Leu Atsp 

8b $0 SrS 

&r© Ala Snr Klo Sot Val Lea Xlc lid AU Trp Lyr* Phc Arg Ala We 
100 105 110 

Thr Gin eye Glu Fhe Ser Ly* G-ln Glu Phe Met Asp Gly Kftfc Thr Slu 
US 120 12& 

Leu Gly Cy-s A*p Set lie Glu L.ye Lsu Ly& Ala Gift lie Pro Lye? Kefc 
130 135 140 

31a. Gin Glu Lea Lye Olu Pro Gly Arc? Phe Lys Acp Phe iyr Gin Pha 
145 150 155 160 

Thr Pho Hon Vhn Al<» Ly/? fton Pro oly Gin Lyes gly i,<*u j^g gj^ 

165 170 175 

He*. Ala ll* Aid ayr Trp Abu Leu Vnl L*u Aha Gly Arg Sto Ly& Ph» 
100 1£& ifrft 

Leu A6p Leu ?rp Aon Lyes Phe LAU Lett Glu JIJjs llid Lya Arg Ser lie 
1*3 200 205 

Pre Lys A^p Thr Trp A&tt Let! Leu Leu Aifc Phs Set Tin? Kb*: He Ale 
210 2 IS 220 

At?p Asp Kefc Scr Aon Tyr Asp Glu Glu Gly Al« ?rp Pro V*l Lea llo 
225 230 235 240 

Aep Aap Phe Val Glu Phe Ala Arg Pru Gin lie Ala Gly Oftr Lys fier 
245 250 255 

%htr Thr Val 
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SEQ ID No.03 

ctggaggaca ccaac atg anc aag ttg aaa ten teg cag aag gat aaa gtt SI 
Met Ann Lys Lou Lyo £er Ser Gin Lyo Aap Lyc Val 
15 ID 

cgt cciu; ttt ntg ate ttc aca caa tct agt gaa aaa aca gca gta agt £9 
Arg; ain She Mot He Bhe Thr Sin Ser Sar Gla Lyo The Ala Val Scr 
15 20 25 

tgt ctfc tct caa aat gac tgg aag tta g«t gtt gea aca gat ©at ttt 147 
Cys Leu Ser Gin Aon Asp Trp Lyo Leu Asp Vol Ala Tor Asp Aan She 
30 35 40 

ttc cea aat eci; gaa at* tat ata ego gag agt gta aan gga tea ttg 
fine Gin Asn Pro Sin Leu Tyr lie Arg Glu Ser Vol Lye Gly Se-x Leu 
4S 50 55 60 

gac agg aag aag tta gaa cag ctg tac aat aga tap aaa gac cct caa 243 
Aap Arg, Lys Lyo fceu Glu Gift Leu Tyr Asn Arg '2yr Lya Asp Pro Gin 
65 70 75 

gat gag aat aaa att gga ata gat gge ata cag cag ttc tgt on* gac 2£1 
Aep Gltl Astt Lya 31* Gly lie A*p Gly He Girt Gin Pae Cya Asp Asp 
30 B5 90 

ctg gca etc gat caa gee age att agt gtg ttg att att gcg tgg a eg 339 
Leu Mr Lew Aap *ro Ala Sec Ho £ec Val Leu lift He- Ala 'tfrn Lyn 
33 130 105 

ttc aga gea gca aca cag tge gag ttc tec aaa cag gag tte atg gat 3$7 
Phe Arg Ala Ala <flir Gin Cye Glu Pho Sor Lys Gin Glu Ki© Slot Aan 
110 115 120 

gge atg aaa gaa tta <sga tgt gae age aea gaa aaa eta aag -gee cag 435 
6Xy Mat Thr Olu lea* Gly Cys Asp Ser thr Gla Lya Leu Lyc Ala Gin 
125 130 135 140 



ata eec a&g atg gaa caa gaa ttg aaa gaa -pe* gaa ega ttt aag gat 433 
He Pro Lys Met Gin Gin Glu Leu Lye Glu Pro Gly Arg Phe Lye Aep 
145 150 * 155 

ttt tac eag ttt aat tt* aat ttt goa aag aat oca gga caa aaa gga 531 
Ph* Tyr Gin Phe Thr Pho Aen Phe Ala X»ya Aen Pro Gly Gin Lys Gly 
160 165 170 

tta. gat eta gaa atg gee att gae taa tgg aao tta gtg efct aat gga 579 
Lou Aop Low Glu Hot Ala xlo A.la Tyr Trp Aon Lou Val Lou Aan Gly 
175 lao tas 

aga ttt aga etc tfca sac tta tgff aat aaa ttt ttg ttg gaa oat eat $27 
Arg Pho Arg Leu Lou Aop t*<?ii Trp Aen Lya phe Leu Lou Glu nXo aio 
190 195 200 

aaa ega tea at a eca aaa gae act tgs a«t ett ctt tta gac ttc agU 675 
Lye Arg Sor He Pro Lyo Acjp Thr Trp Asn Leu Lou Leu Asp Phe Sec 
205 210 215 220 

acq atg att gca gat gac atg tct aat tat gat gaa gaa gga gca tgg 723 
thr Hat lie Ala A5© Aop Ket 3or Aon "tyr Arrp Glu Glu Gly Ala Trp 
225 230 235 

cct git ctt att gat gac ttt gtg gaa ttt gca cgc cct caa att got 7?1 
Pro Val Lou lie Asp Aap ?ho Val Olu Phe Ala Arg Pro Gin Xlc Ala 
240 245 250 

ggg aca aaa agt aca aca gtg tag cactaaagga acefctctaga atgtacatag 82& 
fily Thr L.yo Sor ?hr Thr Val * 

255 

tctgtacaat aaatacaaca gaaaattgea cngtcaattt ctgctggctg 9 876 
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SEQ ID No. 04 



Hot Aon Lyc Leu Lys Sor Scr Gin Lyo Asp Lys Vol Arg Gin the Kofc 
15 10 15 

He L*ho "Thr Gin Scr Sor Glu L.yo The Ala Vol Scr Cyc Zjan 6cr Gin 
20 25 30 

Aen Asp Tttp Lya Leu Acp Vol Alft. Thr Asp Assi Ph* Phe Gin Aan Pro 
35 40 45 

Glu Leu IPyr lie As^ Glu 3er Val Lya Gly Ser Leu AAp Ar$ Lyw Ly* 

so e& eo 

L-eu Glu Gin Leu lyr Asm Axg Tyr Lyc Asp Pra Gin Asp Ola Asa Lys 
65 70 75 ~ 30 

lies Gly lie Asp Gly lie Gift Glu Phe Cya Asp Atsp Leu Aid Leu Amp 
Q5 90 £5 

Pro Ala sor xl c s©r val Lcs* xio tie Ala Tcp Lys Phe Axg Ala Ala 
100 105 110 

?hr Gin eye Glu FA© Ser lys Gda Glu Phe Het Aep Gly Kate Thr Glu 
U5 120 125 

Leu Gly Cyc Anp. Set Thr Glu Lys Leu Ly* Ala Glu lie Pro Lyc Kefc 
130 15S 140 

01,0 Gin Glu Leu ty* Glu £ro Gly Aro. Pho Lye Acp pfcc -Tyr Gin Pha 
145 150 155 160 

Ww Pbc Aon Ph«? A&i Lys Ann Pro Gly Gin Lye Gly Leu A*sp L«?u Glu 
165 170 475 

Jtet Ala He Ala Tyr Trp Aan Leu Vol Lea Asa Gly Arg PAe Arg Leu 



Leu Anp Lou Trp Ana Lyo Pha L-ou Lena Glu His His Lyo Arg Scr lie 
1*5 200 235 

Pro Lye Aep Ihr Trp Aen Le* Leu Leu Asp Phe 5er Thr Ket lie Ala 
210 215 220 

Aup Aap Kefc Ser Aan. Uyr Aap G-lu Glu Gly Ala Trp Pro Val Leu He 
223 S30 235 240 

Aep Asp Phe Val Glu Phe Ala Arg Sa Glti lie Ala Gly 32*r Lya Ser 
245 250 255 

thr Thr Val 



Figure 22d 



SUBSTITUTE SHEET 



(RULE 26) 



WO 2005/049846 



26/26 



PCT/GB2004/004908 



(A) 339jsiRNA (SEQ ID No. 05) 

qatcCCCGTTCAGAGCAGCAACACAGTTCAAGAGACTGTGTTGCTGCTCTGAA 
CTTTTTG G AA A ~ 

(B) ConisiRNA (SEQ ID No.06) 

qatcCCCCGTCTACCTACACTCCCTCTTCAAGAGAGAGGGAGTGTAGGTAGAC 
GTTTTTA ~ 
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